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ENZYME INHIBITORS

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application 1s a divisional of U.S. application Ser. No.
10/290,569 filed on Nov. 8, 2002 now U.S. Pat. No. 6,872,

737, which 1s a continuation-in-part of International Applica-
tion No. PCT/GB01/02100, filed on May 11, 2001, which
claims the benefit of Spamish Application No. ES 2000011835,
filed on May 11, 2000, and Great Britain Application No. GB
0030284 4, filed on Dec. 12, 2000. The contents of these prior
applications are incorporated herein by reference in their
entireties.

FIELD OF THE INVENTION

The present mvention relates to enzyme inhibitors, and

more particularly to heterocyclic inhibitors of glycogen syn-
thase kinase 33, GSK-3.

BACKGROUND OF THE INVENTION

Alzheimer’s disease (AD) 1s a neurodegenerative process
characterised by cognitive disorders associated with a pro-
gressive deterioration of the cholinergic function, and neuro-
pathological lesions as senile plaques, formed by the fibrillary
B-amyloid, and neurofibrillary tangles, bundles of paired
helical filaments.

Generally speaking, AD 1s restricted to groups aged 60
years or more and 1s the most common cause of dementia in
the elderly population. Today, AD affects 23 million people
worldwide. As longevity increases, 1t 1s estimated that by the
year 2050 the number of cases of AD will more than triplicate
[ Amaduci, L.; Fratiglioni, L. “Epidemiology of AD: Impact
on the treatment”, 1n Alzheimer Disease: Therapeutic Strat-
egies, E. Giacobin1 and R. Becker, Eds., Birhiduser, EEUU,
1994, pp. 8].

Two major histological lesions are observed 1n AD brains
associated with the neuronal loss: neurofibrillary tangles and
senile plaques at the intracellular and extracellular level
respectively [“Alzheimer Disease: From molecular biology to
therapy”, E. Giacobimi and R. Becker, Eds., Birhiuser,
EEUU, 1996].

Neurofibrillary tangles are structures formed by paired
helical filaments (PHFs). They are comprised mainly of the
microtubule-associated protein (MAP) tau in an abnormally
hyperphosphorylated state [Grundke-Igbal, 1.; Igbal, K.;
Tung, Y. C.; Quinlan, M.; Wisniewski, H. M.; Binder, L. 1.,
“Abnormal phosphorylation of the microtubule-associated

protein tau in Alzheimer cytoskeletal pathology”, Proc. Nat!.
Acad. Sci. USA, 1986, 83, 4913-4917; Grundke-Igbal, I.;

Igbal, K.; Quinlan, M.; Tung, Y. C.; Zaid1, M. S.; Wisniewskai,
H. M., “Microtubule-associated protein tau. A component of
the Alzheimer paired helical filaments™, J. Biol. Chem., 1986,
261, 6084-6089; Greenberg, S. GG.; Davies, P.; Schein, I. D.;
Binder, L. 1., “Hydrofluoric acid-treated tau PHF proteins
display the same biochemical properties as normal tau.”, J.
Biol. Chem., 1992, 267, 564-569]. Such aberrant phosphory-
lation of tau, determined by the effects of different protein
kinases and phosphatases, appears to compromise on 1ts abil-
ity to bind to and stabilise microtubules and this may contrib-
utes to AD pathology [Moreno, F. J.; Medina, M.; Perez, M.;
Montejo de Garcini, E.; Avila, 1., “Glycogen sintase kinase 3
phosphorylation of different residues in the presence of dii-
terent factors: Analysis on tau protein”, FEBS Lett., 1995,
3’72, 65-68]. Thus, the blockade of this hyperphosphorylation
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step may be a prime target at which to interrupt the pathogenic
cascade. The selective inhibitors of tau kinases might be new
elfective drugs for the treatment of AD.

The search for tau kinases inhibitors 1s a field of a great
interest. Tau can be phosphorylated by several proline-di-
rected protein kinases (PDKs) and non-PDKs. However, in
AD the exact role of any of these kinases in the abnormal
hyperphosphorylation of tau 1s not yet understood and to date,
the activity of these kinases has not been found to be upregu-
lated. It 1s no doubt that glycogen synthase kinase 33 (GSK-
33) 1s an 1 vivo tau kinase in the brain [Lovestone, S.;
Hartley, C. L.; Pearce, I.; Anderton, B. H., “Phosphorylation
of tau by glycogen synthase-3 1n intact mammalian cells: the
eifects on the organization and stability of microtubules”,
Neuroscience, 1996, 73, 1145-1157;, Wagner, U.; Utton, M.;
Gallo, J. M.; Miller, C. C., “Cellular phosphorylation of tau
by GSK-3 influences tau binding to microtubules and micro-
tubule organisation”, J. Cell. Sci., 1996, 109, 1537-1343;
Ledesma, M.; Moreno, F. I.; Perez, M. M.; Avila, ., “Binding
ol apolipoprotein E3 to tau protein: effects on tau glycation,
tau phosphorylation and tau-microtubule binding, in vitro™,
Alzheimer Res., 1996, 2, 85-88]. These findings open the gate
to the use of GSK-3f inhibitors as therapeutical agents 1n the
treatment of AD. At the moment few compounds are known
with this enzymatic inhibitory property. Lithium behaves as a
specific ihibitor of the GSK-3 family of protein kinases in
vitro and 1n 1ntact cells Munoz-Montaio, J. R.; Moreno, F. J.;
Avila, J.; Diaz-Nido, J., “Lithium inhibits Alzheimer’s dis-
case-like tau protein phosphorylation 1n neurons”, FEBS
Lett., 1997, 411, 183-188].

Finally, 1t 1s observed that insulin mnactivates GSK-3 and it
1s shown that the non-dependent 1nsulin diabetes mellitus 1s
developed with the activation of this enzyme. So that, GSK-3
inhibitors would be a new therapy for the non-dependent
insulin diabetes mellitus.

In our work team we have recently discovered a new family
of small synthetic heterocyclic molecules with GSK-3{3
inhibitory properties at micromolar level.

DESCRIPTION OF THE INVENTION

The invention 1s directed to the compounds represented by
the general formula I:

(1)
X AYY
G==FE
where:
Ais —CR"),—, —O—or —NR'—;

E is —NR'— or —CR'R”*— and the substituent R is absent
1f - - - 1s a second bond between E and G

Gis—S—, —NR'— or—CR'R*— and the substituent R* is
absent 11 - - - 1s a second bond between E and G;

- - - may be a second bond between E and G where the nature
of E and G permits and E with G optionally then forms a
tused aryl group;

R' and R? are independently selected from hydrogen, alkyl,
cycloalkyl, haloalkyl, aryl, —(Z) -aryl, heteroaryl,
—OR?, —C(O)R?, —C(O)OR”, —(Z), —C(O)OR” and
—S(0),—oras indicated R* can be such that E with G then
form a fused aryl group;

7 is independently selected from —C(R>)(R*)—,

O—, —C(=NR")—, —8(0),— NR”)—;

C(O)—,
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n 1s Zero, one or two;
t 1S zero, one or two;
R> and R* are independently selected from hydrogen, alkyl,

aryl and heterocyclic; and
X andY are independently selected from —0O, =S, —=N(R”)

and —C(R")(R?).

DETAILED DESCRIPTION OF THE INVENTION

As used 1n this specification and appended claims, unless
specified to the contrary, the following terms have the mean-
ing indicated:

“Alky]” refers to a straight or branched hydrocarbon chain
radical consisting of carbon and hydrogen atoms, contain-
ing no saturation, having one to eight carbon atoms, and
which 1s attached to the rest of the molecule by a single
bond, e.g., methyl, ethyl, n-propyl, 1-propyl, n-butyl, t-bu-
tyl, n-pentyl, etc. Alkyl radicals may be optionally substi-
tuted by one or more substituents independently selected
from the group consisting of a halo, hydroxy, alkoxy, car-
boxy, cyano, carbonyl, acyl, alkoxycarbonyl, amino, nitro,
mercapto and alkylthio.

“Alkoxy” refers to aradical of the formula —OR_where R _ 1s
an alkyl radical as defined above, ¢.g., methoxy, ethoxy,
Propoxy, etc.

“Alkoxycarbonyl” refers to a radical of the formula —C(O)
OR_ where R 1s an alkyl radical as defined above, e.g.,
methoxycarbonyl, ethoxycarbonyl, propoxycarbonyl, etc.

“Alkylthi0” refers to aradical of the formula—SR _ where R |
1s an alkyl radical as defined above, e.g., methylthio, eth-
ylthio, propylthio, etc.

“Amino” refers to a radical of the formula —NH,,.

“Ary]” refers to a phenyl or naphthyl radical, preferably a
phenyl radical. The aryl radical may be optionally substi-
tuted by one or more substituents selected from the group
consisting of hydroxy, mercapto, halo, alkyl, phenyl,
alkoxy, haloalkyl, nitro, cyano, dialkylamino, aminoalkyl,
acyl and alkoxycarbonyl, as defined herein.

“Aralkyl” retfers to an aryl group linked to an alkyl group.
Preferred examples include benzyl and phenethyl.

“Acyl” refers to a radical of the formula —C(O)—R . and
—C(O)—R , where R _ 1s an alkyl radical as defined above
and R ; 1s an aryl radical as defined above, e.g., acetyl,
propionyl, benzoyl, and the like.

“Aroylalky]l” refers to an alkyl group substituted with
—C(O)—R . Preferred examples include benzoylmethyl.

“Carboxy” refers to a radical of the formula —C(O)OH.

“Cyano’ refers to a radical of the formula —CN

“Cycloalkyl” refers to a stable 3- to 10-membered monocy-
clic or bicyclic radical which 1s saturated or partially satu-
rated, and which consist solely of carbon and hydrogen
atoms. Unless otherwise stated specifically 1n the specifi-
cation, the term “cycloalkyl” 1s meant to include cycloalkyl
radicals which are optionally substituted by one or more
substituents independently selected from the group con-
sisting of alkyl, halo, hydroxy, amino, cyano, nitro, alkoxy,
carboxy and alkoxycarbonyl.

“Fused aryl” refers to an aryl group, especially a phenyl or
heteroaryl group, fused to the five-membered ring.

“Halo” refers to bromo, chloro, 10do or fluoro.

“Haloalkyl” refers to an alkyl radical, as defined above, that 1s
substituted by one or more halo radicals, as defined above,
¢.g., trifluoromethyl, trichloromethyl, 2,2,2-trifluoroethyl,
1-fluoromethyl-2-fluoroethyl, and the like.

“Heterocycle” refers to a heterocyclyl radical. The hetero-
cycle refers to a stable 3- to 15-membered ring which
consists of carbon atoms and from one to five heteroatoms
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selected from the group consisting of nitrogen, oxygen,
and sulfur, preferably a 4- to 8-membered ring with one or
more heteroatoms, more preferably a 5- or 6-membered
ring with one or more heteroatoms. For the purposes of this
invention, the heterocycle may be amonocyclic, bicyclic or
tricyclic ring system, which may include fused ring sys-
tems; and the nitrogen, carbon or sulfur atoms 1n the het-
erocyclyl radical may be optionally oxidised; the nitrogen
atom may be optionally quatermized; and the heterocyclyl
radical may be partially or fully saturated or aromatic.
Examples of such heterocycles include, but are not limited
to, azepines, benzimidazole, benzothiazole, furan, 1sothia-
zole, 1midazole, indole, piperidine, piperazine, purine,
quinoline, thiadiazole, tetrahydrofuran. The hetrocycle
may be optionally substituted by R® and R* as defined
above 1n the summary of the mnvention.

“Heteroaryl™ refers to an aromatic heterocycle
“Mercapto” refers to a radical of the formula —SH
“Nitro” refers to a radical of the formula —NO,

The 1nvention 1s 1n particular directed to the enzymatic
activity against kinases of the compounds of the general
formula I.

A is preferably selected from —C(R'),— and —NR'—.

Preferably R' is selected from hydrogen, alkyl, cycloalkyl,
aryl (optionally substituted with a group selected from alkyl,
halo and alkoxy), —C(R’)(R*)-aryl (the aryl part being,
optionally substituted with a group selected from alkyl, halo
and alkoxy), —OR?, —C(O)OR? and

—C(RHRH—C(O)OR?, and R~ and R* are independently
selected from hydrogen and alkyl.

The subscript n 1s preferably zero or one, and n will be
chosen having regard to the known chemistry of possible
groupings.

X andY are preferably oxygen or sulphur, at least one of X
and Y 1s preferably oxygen.

A particularly preferred class of compounds i1s of the for-
mula (II).

(1)

X S R?
N
Y N,..-""'
N—‘Q
/
R? Y

where R* and R” are independently selected from hydrogen,
alkyl, cycloalkyl, haloalkyl, aryl,
—(7),-aryl, heteroaryl, —OR>, —C(O)R>, —C(O)OR>,—

(Z),—C(O)OR? and —S(0),—, and Z, n, t, R°>, R*, X and

Y are as defined above.

In the formula (II), X and Y are preferably selected from
oxygen, sulphur, and —NR’— where R’ is heterocyclic,
especially a 6-membered heterocycle which has one heteroa-
tom which 1s mitrogen, being optionally aromatic and option-
ally oxidised or quaternised. More preferably, both X and' Y
are both oxygen.

Preferably, R* and R” are independently selected from
hydrogen, alkyl, cycloalkyl, aryl (optionally substituted with
a group selected from alkyl, halo and alkoxy), —C(R*)(R*)-
aryl (the aryl part being optionally substituted with a group
selected from alkyl, halo and alkoxy),

—OR?, —C(O)OR? and —C(R)(RH—C(O)OR?, and R”
and R* are independently selected from hydrogen, alkyl and
heterocyclic.
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More preferably R® and R” are independently selected
from alkyl, aryl (optionally substituted with a group selected
trom alkyl, halo and alkoxy), —CH,-aryl (the aryl part being

optionally substituted with a group selected from alkyl, halo
and alkoxy), and —CH,—C(O)OR” where R” is hydrogen or

alkyl.

Still more preferably, R? and R” are independently selected
from methyl, ethyl, propyl, benzyl, phenyl (optionally sub-
stituted with a group selected from methyl, fluoro, chloro,
bromo and methoxy) and —CH,—C(O)O-ethyl.

The most preferred compounds of formula (II) are listed in
Table 1 below.

TABLE 1
R“ R? X Y
CH,Ph Me O O
Et Me O O
Ph Me O O
CH,CO,Et Me O O
4-OMePh Me O O
4-MePh Me O O
4-BrPh Me O O
4-FPh Me O O
4-CIPh Me O O
CH,Ph CH,Ph O S
Ph Ph O S

Another preferred class of compounds of the invention are
those compounds of formula (I11I):

(I1)

wherein:

B is —NR’— or C(R")(R*)— (wherein R’ and R® are inde-
pendently selected from hydrogen, alkyl, aryl, —CH,—
W-aryl, and —W—CO,H, and W 1s a single bond, CH, or
CO);

R> and R° are independently selected from hydrogen, alkyl,
aryl and —CH,-aryl; and

X and Y are independently selected from —O and —S.

In the formula (I1II), B is preferably —NR’—, wherein R’

1s selected from hydrogen, alkyl and —CH,-aryl, especially
hydrogen, methyl or benzyl.

R> and R° are preferably hydrogen.
X and Y are preferably oxygen.

The most preferred compounds of formula (I111) are listed in
Table 2 below.

TABLE 2
B X Y R” R®
NH O O H H
N—CH,Ph O O H H
NMe O O H H
CH, O O H H
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Examples of further classes of compounds of formula I
include those where:

a)A is —CH,—; E is —CR'R*—, preferably —CH,—; G is
—CR'R*—, preferably —CH,—

b) A is —CH,—; E is —CR'—, preferably —CH—; G is
—CR'—, preferably —CH—; and - - - is a second bond
between G and E;

c) A is —O—; E is —CR'—, preferably —CH—; G is
—CR'—, preferably —CH—; and - - - is a second bond
between G and E;

d) A is —NR'—, where R' is preferably hydrogen, alkyl or
aralkyl; E is —CR'—, preferably —CH—; G is —CR'—,
preferably —CH—; and - - - 1s a second bond between G
and F;

e) A is —NR'—, where R" is preferably hydrogen or aralkyl;
E is —CR'R*—, preferably —CH,—; G is —CR'R*—,
preferably —CH,—;

f) A is —NR'—, where R' is preferably hydrogen or aralkyl;
Eis—CR'—:Gis—CR'—: - --is asecond bond between
E and G; and E with G form a fused aryl group, preferably
a phenyl group;

g) A is —NR'—, where R' is preferably hydrogen, alkyl,
carboxyalkyl, aroylalkyl or aralkyl; E 1s —S; G 15 —C
(RY),—, preferably —CH,—;

h) A is —NR', where R" is preferably aryl; E is —NR'—,

where R' is preferably hydrogen or alkyl; G is —NR'—,

where R' is preferably hydrogen or alkyl.

In these classes of compounds, X andY are preferably both
O, though for class (g) X can be O and Y can be S. When E
with G form a fused phenyl group, the resultant compounds
are phthalimido dertvatives.

Synthesis of the Compounds of the Invention:

The compounds of the invention can be synthesised by
available procedures.

For preferred compounds of formula (II) a general proce-
dure 1s available [Martinez, A.; Castro, A.; Cardelus, 1.; Lle-
nas, J.; Palacios, J. M. Bioorg. Med. Chem., 1997, 5, 1275-
1283].

Concretely, the compounds of general formula (II) and
collected 1n Table I, were prepared following the synthetic
procedure depicted in scheme 1, and using the reactivity of
N-alkyl-S-[N'-chlorocarbamoyl)amino]isothiocarbamoyl
chlorides with different alkyl 1socyanates. The 1sothiocyan-
ates chlorination 1s performed by addition of an equimolecu-
lar quantity of chlorine over an hexane solution of the men-
tioned 1sothiocyanate at -15° C. The reaction of the
iminochloroalkylsulienyl chloride formed with alkyl or aryl
1socyanate under inert atmosphere and subsequent hydroly-
s1s, yielded the thiadiazolidinediones described in table 1.

Scheme 1
S ) S—Cl
<< Cl\<
C12 Rb—N=C=O
- \ -
N N
-/ /
R R
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-continued
Cl\(S\ _-R?
N
/ ® /\
O S R?
N\
N—& -
/
R O

The typical compounds of this invention selectively inhibit
GSK-3§3 without inhibition of others protein kinases such as
PKA, PKC, CK-2 and CdK 2, which could eliminate the wide-
spread effects. GSK-3[ 1s mnvolved 1n the actiopathogenesis
of AD and 1t 1s responsible for the abnormal hyperphospho-
rylation of the tau protein. The selective imnhibitors here dis-
closed can be useful therapeutical agents for the treatment of
neurodegeneratives diseases associated to the pathology of
tau protein, specially for AD which forms part of this mven-
tion. The inhibitory action of these compounds against GSK-
313 leads for the design of drugs able to stop the formation of
the neurofibrilar tangles, one of the hallmark present 1n this
neurodegenerative process.

These compounds can be usetul for the treatment of other
pathologies in which the GSK-3f 1s involved, such as non-
insulin-dependent diabetes mellitus.

Additionally, these compounds can be usetul for the treat-
ment of hyperproliferative diseases such as displasias and
metaplasias of different tissues, psoriasis, artherioschlerosis,
resthenosis and cancer, due to their inhibition of cellular cycle
which forms part of this invention.

Accordingly, the present invention further provides phar-
maceutical compositions comprising a compound of this
invention together with a pharmaceutically acceptable carrier
or diluent. Appropriate dosage forms and dosing rates can be
devised and adopted 1n accordance with conventional prac-
tice.

EXAMPLES

Example 1

Enzymatic Inhibition of the Compounds of the
Invention

(G SK-3[3 inhibition: The GSK-3 activity was determined by
incubation of a mixture of GSK-3 enzyme (Sigma), a phos-
phate source and a GSK-3 substrate 1n the presence and 1n the

absence of the corresponding test compound, and by measur-
ing the GSK-3 activity of this mixture.

Concretely, the GSK-3 activity 1s determined by incubat-

ing the enzyme at 37° C. during 20 minutes 1n a final volume
of 12 ul of buffer (50 mM tris, pH=7.5, 1 mM EDTA, 1 mM

EGTA, 1 mM DTT, 10 mM Cl,Mg) supplemented with 15
uM (final concentration) of the synthetic peptide GS 1
| Woodgett, . R. “Use of peptides for aflinity purification of
protein-serine kinases”, Anal. Biochem., 1989, 180, 237-241]
as substrate, 15 uM of ATP, 0.2 uC, of [y-"*P]ATP and differ-
ent concentrations of the test compound. The reaction 1is
quenched by addition of an aliquot of the reaction mixture 1n
phosphocelullose p81 papers. These papers are washed three
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times with phosphoric acid 1% and the radioactivity incorpo-

rated to the GS 1 peptide 1s measured 1n a liquid scintillation
counter.

Compounds showed 1n table 1 are representative of the
(GSK-3 inhibitory activity object of this invention. The IC.,
(concentration at which a 50% of enzyme inhibition 1s shown)
values are gathered in Table 3 below. The synthesis of the
compounds listed 1n Table 3 1s described below.

TABLE 3
(1I)
X S R
N,
Y N
/
R® Y
pound No. R“ R” X Y (uM)
1 CH-Ph Me O O 1
2 Et Me O O 5
3 Et nPr O O 10
4 Et cyclo- O O 10
hexyl

5 Ph Me O O 2
6 CH-,CO5Et Me O O 5
7 4-OMePh Me O O 5
8 CH-Ph Et O O 7
9 Et iPr O O 35
10 CH-Ph Et O S 6
11 CH-Ph CH-Ph O S 10
12 Ph Ph O S 20
13 Kt Lt O S 20
14 Cyclohexyl Me O O >100
15 4-MePh Me O O 5
16 4-BrPh Me O O 3
17 4-FPh Me O O 4
18 4-ClPh Me O O 4
19 Et Me N N O >100

B
20 Et Et N N O >100

S ‘/ An

\/
21 Kt H N N O >100

B
22 Me Me N N O >100
23 Et Me N O 0O =100

N ‘/\N/
(A
24 Et Me N O >100
NNF—Me

\
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TABLE 3-continued

(II)

X S RP
N\,
\/ N
—{
/

R® Y
Com- IC5q
pound No. R® R? X Y (uM)
25 Et Me N O >100

\Q\N —Me

26 Et Me N N S 10

Methods for the Synthesis of the Compounds Depicted 1n
Table 3

General Method for the Synthesis of 1,2,4-thiadiazolidin-3,
S-diones (Compounds 1-18)

Chlorine (generated by the addition of 35% HCI to
KMnO, ) was bubbled slowly through a solution of aryl or
alkyl 1sothiocyanate 1n dry hexane (25 ml), under a mitrogen
atmosphere, at —15° C. to -10° C. The temperature of the
reaction mixture was caretully controlled during the addition
step. At this point, the N-aryl or N-alkyl-S-chloroisothiocar-
bamoyl chloride (see Scheme 1 above) was formed. After-
wards, alkyl 1socyanate was added, and the mixture was
stirred at room temperature for between 8 and 10 h. After thas
time, the resulting product was purified by suction filtration
and recrystallization or silica gel column chromatography
using the appropriate eluant. Sometimes, the 5-0xo-1,2.4-
thiadiazolidine-3-thione was 1solated as a by-product.

Specific Methods and Data for the Compounds Listed 1n
Table 3

4-Benzyl-2-methyl-1,2.4-thiadiazolidine-3,5-dione  (Com-
pound 1) and 2,4-Dibenzyl-5-oxo-thiadiazolidine-3-thione
(Compound 11):

Reagents: Benzyl 1so-thiocyanate (0.86 ml, 6.5 mmol),
35% HCI (3.1 ml), KMnO, (0.5 g), methyl 1socyanate (0.38
ml, 6.5 mmol).

Conditions: Room temperature, 8 h.
Isolation (1): filtration of reaction mixture.

Purification: recrystallization from hexane.

Yield: 0.75 g (35%) as white solid; mp 60-61° C. 'H-NMR
(CDCl;): 3.2 (s, 3H, CH;); 4.8 (s, 2H, CH,-Bn); 7.31-7.45
(m, 5H, arom.). >C-NMR (CDCl,): 31.4 (CH3) 46.0 (CH,-
Bn) 128.2; 128.6; 128.8; 135.1 (C arom.); 155.2 (3-C=0);
165.6 (5-C=0) Anal. (C, ,H,,N,SO,) C, H, N, S.

Isolation (11): The filtrate was evaporated.

Purification: silica gel column chromatography using
CH,Cl,/Hexane (1:1).

Yield: 0.08 g (8%) as yellow solid; mp 91-95° C. '"H-NMR
(CDCl,): 4.52 (s, 2H, CH,-Bn); 5.10 (s, 2H, CH,-Bn); 7.31-
7.52 (m, 10H, arom.). 13C NMR (CDCl,): 501 (CH,-Bn);
54.3 (CH,-Bn); 128.1; 128.4; 128.9; 135.4 (C arom.); 127.1;
127.4; 128.4; 138.6 ("C arom.); 148.1 (3-C=S5); 169.0
(5-C=0) Anal. (C,:H,,N,S,0) C, H, N, S.

10

15

20

25

30

35

40

45

50

55

60

65

10
4-Ethyl-2-methyl-1,2,4-thiadiazolidine-3,5-dione
pound 2):

Synthesis of this compound 1s described 1n Martinez, A.;
Alonso, D.; Castro, A.; Aran, J. V.; Cardelus, 1.; Bafios, J. E.:
Bada, A Arch Pharm Pharm. Med Ckem 1999, 332

191-194, tho contents of which are incorporated herein by
reference thereto.

(Com-

4-Ethyl-2-n-propyl-1,2,4-thiadiazolidine-3,5-dione
pound 3):

Synthesis of this compound 1s described 1n Martinez, A.;
Alonso, D.; Castro, A.; Aran, J. V.; Cardelus, I.; Bafios, J. E.;
Badia, A., Arch Pharm Pharm. Med. Chem 1999, 332
191-194; tﬁne contents of which are incorporated horoln by
reference thereto.

2-Cyclohexyl-4-ethyl-1,2,4-thiadiazolidine-3,5-dione (com-
pound 4) and 2,4-diethyl-5-0x0-1,2,4-thiadiazolidine-3,5-di-
one (Compound 13).

Reagents: Ethyl 1sothiocyanate (0.56 ml, 6.5 mmol), 35%

HCI (3.1 ml), KMnO, (0.5 g), cyclohexyl 1socyanate (0.825
ml, 6.5 mmol).

Conditions: Room Temperature, 10 h.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:10).

Yield: The first fraction 0.12 g of compound 4 (2%) as
yellow oil. '"H-NMR (CDCl,): 1.20 (t, 3H, CH,CH,, J=7.1
Hz); 1.31 (t,3H, CH,’CH,, J=7.2 Hz); 3.33(c, 2H, "CH,CHs;,
J=7.2 Hz); 3.89 (¢, 2H, CH,CH,, J=7.1 Hz). °*C-NMR
(CDCl,): 12.2 (CH,CH,); 15.7 (CH,’CH,); 42.4 (CH,CH,);
45.8 CCH,CH,); 146.3 (3-C=S); 168.2 (5-C=0). Anal.
(CcH,,N,OS,) C, H, N, S.

The second fraction 0.73 mg of compound 13 as white
solid (49%); mp=45-48° C.

"H-NMR (CDCl,): 1.20 (t, 3H, CH,CH,, I=7.1 Hz); 1.31-
1.92 (m, 5H, chex); 3.72 (c, 2H, CH,CH,, J=7.1 Hz). “C-
NMR (CDCl,): 13.0 (CH,CH,); 39.8 (CH,CH,); 24.7; 25.1;
31.73; 33.71(C chex); 152.2 (3-C=0); 166.2 (5-C=0)
Anal. (C,H,N,O,S)C, H, N, S.

4-Phenyl-2-methyl-1,2,4-thiadiazolidin-3,5-dione (com-
pound 5) and 2,4-diphenyl-3-oxo-thiadiazolidine-3-thione
(Compound 12).

Reagents: Phenyl isothiocyanate (0.78 ml, 6.5 mmol), 35%

HC1 (3.1 ml), KMnQO,, (0.5 g), methyl isocyanate (0.38 ml, 6.5
mmol).

(Com-

Conditions: Room temperature, 8 h.
Isolation (5): filtration of reaction mixture.

Purification: recrystallization from methanol.

Yield: 0.25 g (30%) as white solid; mp 174-179° C.
'H-NMR (CDCl,): 3.21 (s, 3H, CH,); 7.31-7.50 (m, 5H,
arom.). C-NMR (CDCl,): 31.7 (CH,); 127.2; 129.2; 129 4;
1327 (C arom.); 152.7 (3-C=0); 165.3 (5-C=0). Anal.
(CiHN,SO,) C, H, N, S.

Isolation (12): The filtrate was evaporated.

Purification: silica gel column chromatography using

CH,CI.,.

Yield: 0.14 g (15%) as yellow solid; mp 105-110° C.
"H-NMR (CDCL,): 6.70-7.01 (m, 5H, arom); 7.12-7.33 (m,
5H, >arom.). "°C-NMR (CDCl,): 127.2; 128.6; 129.4; 132.7
(C arom.); 128.7; 129.2; 129.7; 146.7 CC arom.); 152.4
(3-C=S); 169.3 (5-C=0). Anal. (C, ,H,,N,S,O)C, H, N, S.

The synthesis of compound 5 by a different synthetic route
1s described 1n Slomezynska, U.; Barany, G., J. Heterocyclic.
Chem., 1984, 21, 241, the contents of which are incorporated
herein by reference thereto.
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4-(Ethoxycarbonylmethyl)-2-methyl-1,2,4-thiadiazolidine-
3,5-dione (Compound 6):

Reagents: Ethyl 1sothiocyanatoacetate (0.8 ml, 6.5 mmol),
35% HCI (3.1 ml), KMnO, (0.5 g), methyl 1socyanate (0.38
ml, 6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: filtration of reaction mixture.

Purification: recrystallization from hexane.
Yield 0.28 g (20%) as white solid; mp 67-69° C. 'H-NMR

(CDCl,): 1.3 (t, 3H, CH,CO,CH,CH,, J=7.1 Hz); 3.2 (s,
3H, CH,); 4.2 (c, 2H, CH CO CH,CH,, J=7.1 Hz); 4.4 (s,
2H, CH,CO,CH,CH,) 13C-NMR (CDCL,):  14.0
(CH,CO,CH,CH,); 31.5 (CH,); 42.7 (CH,CO,CH,CH,);
62.1 (CH,CO,CH,CH,); 152.6 (3-C=0); 166.4 (5-C=0);
166.4 (CO,). Anal. (C-H,,N,SO,) C, H, N, S.

4-(4-Methoxyphenyl)-2-methyl-1,2,4-thiadiazolidine-3,5-
dione (Compound 7):

Reagents: 4-methoxyphenyl isothiocyanate (0.89 ml, 6.5
mmol), 35% HC1 (3.1 ml), KMnO,, (0.5 g), methyl 1socyanate
(0.38 ml, 6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: filtration of reaction mixture.

Purification: recrystallization from CH,Cl,/Hexane.

Yield: 0.44 g (30%) as white solid; mp 140-144° C.
"H-NMR (CDCl,): 3.31 (s,3H, CH,); 3.80 (s, 3H, p-CH,O—
Ph); 7.02-7.32 (m, 4H, arom.). ""C-NMR (CDCl,): 31.7
(CH;); 33.5 (p-CH,O—Ph); 114.7; 125.3; 128.5; 159.9 (C

arom.); 13529 ((3-C=0); 1655 (5-C=0). Anal.
(C1oH1oN2SO3) € HL N, S,
4-Benzyl-2-ethyl-1,2,4-thiadiazolidine-3,5-dione (Com-

pound 8).

Reagents: Benzyl 1sothiocyanate (0.86 ml, 6.5 mmol), 35%
HC1 (3.1 ml), KMnO,, (0.5 g), ethyl 1socyanate (0.51 ml, 6.5
mmol).

Conditions: Room temperature, 10 h. Punfication: silica

gel column chromatography using CH,Cl,/Hexane (1:1) and
CCTLC using CH,Cl,.

Yield: 0.39 g (25%) as yellow oil. "H-NMR (CDCl,): 1.22
(t,3H, CH,’CH,, J=7.2 Hz); 3.7 (¢, 2H, "CH,CH,, J=7.2 Hz);
4.8 (s, 2H, CH,-Bn); 7.32-7.44 (m, 5H, arom.) '*C-NMR
(CDCl,): 13.7 (CH,’CH,); 39.9 CCH,CH,); 45.8 (CH,-Bn);
128.1; 128.6; 128.8; 135.1 (C arom.); 152.6 (3-C=0); 165.9
(5-C=0). Anal. (C,,H,,N,SO,) C, H, N, S.

4-Ethyl-2-1sopropyl-1,2.,4-thiadiazolidin-3,5-dione
pound 9):

Synthesis of this compound 1s described 1n: Martinez, A.;
Castro, A.; Cardelus, I.; Llenas, J.; Palacios, J. M., Bioorg.
Med. Chem., 1997, 5, 1275-1283, the contents of which are

incorporated herein by reference thereto.

(Com-

4-Benzyl-2-ethyl-5-0x0-1,2,4-thiadiazolidine-3-thione
(Compound 10).

Reagents: Benzyl 1sothiocyanate (0.86 ml, 6.5 mmol), 35%
HCI (3.1 ml), KMnO, (0.5 g), ethyl 1sothiocyanate (0.57 ml,
6.5 mmol).

Conditions: Room temperature, 12 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using
CH,Cl,/Hexane (1:2) first and preparative thin layer chroma-
tography using CH,Cl,/Hexane (1:10) after.

Yield: 0.04 g (3%) as yellow oil. "H-NMR (CDCl,): 1.2 (t,
3H, CH,CH,, J=7.0 Hz); 4.25 (c, 2H, CH,CH,, J=7.0 Hz);
4.5 (s, 2H, CH,-Bn); 7.11-7.31 (m, 5H, arom.). ">C-NMR
(CDCl,): 11.2 (CH CH,); 46.1 (CH,-Bn); 56.2 (CH,CH,);
127.2;127.3; 128.6; 138.3 (C arom.); 154.3 (3-C=5); 168.7
(5-C=0). Anal. (ClllestzO) C,H, N, S.
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4-(4-Methylphenyl)-2-methyl-1,2,4-thiadiazolidine-3,5-di1-
one (Compound 13).

Reagents: 4-Methylphenyl 1sothiocyanate (0.88 ml, 6.5
mmol), 35% HCI (3.1 ml), KMnO,, (0.5 g), methyl isocyanate
(0.38 ml, 6.5 mmol).

Conditions: Room temperature, 6 h.

Isolation: filtration of reaction mixture.

Purification: recrystallization from CH,Cl,/Hexane.

Yield: 0.29 g (21%) as white solid; mp 182-184° C.
"H-NMR (CDCl,): 2.4 (s, 3H, p-CH,—Ph); 3.25 (s, 3H,
CH,); 7.20-7.34 (m, 4H, arom.). ">C-NMR (CDCl,): 21.1
(p-CH;—Ph); 31.7 (CH,); 126.7; 130.0; 130.3; 139.3 (C
arom.); 152.9 (3-C=0); 1653 (5-C=0). Anal.
(C, ,H,,N,SO,) C, H, N, S.

4-(4-Bromophenyl)-2-methyl-1,2,4-thiadiazolidine-3,3-di-
one (Compound 16).

Reagents: 4-Bromophenyl isothiocyanate (1.4 g, 6.5
mmol), 35% HCI (3.1 ml), KMnO, (0.5 g), methyl 1socyanate

(0.38 ml, 6.5 mmol).
Conditions: Room temperature, 9 h.
Isolation: filtration of reaction mixture.

Purification: recrystallization from hexane/CH,CL,.
Yield: 0.32 g (20%) as white solid; mp 182-184° C.

'H-NMR (CDCL,): 3.25 (s, 3H, CH,): 7.25-7.61 (2 d, 4H.
arom., J=8.6 Hz). >’C-NMR (CDCl,): 31.6 (CH,); 123.0;
128.6: 131.6; 132.5 (C arom.): 153.4 (3-C—0); 165.7
(5-C—0). Anal. (C,H.N,SO.Br) C, H, N, S.

4-(4-Fluorophenyl)-2-methyl-1,2,4-thiadiazolidine-3,5-di-
one (Compound 17).

Reagents: 4-Fluorophenyl i1sothiocyanate (1.1 g, 6.5
mmol), 35% HC1 (3.1 ml), KMnO,, (0.5 g), methyl 1socyanate
(0.38 ml, 6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: filtration of reaction mixture.

Purification: recrystallization from ethanol.

Yield: 037 g (25%) as white solid; mp 178-180° C.
"H-NMR (CDCl,): 3.25 (s, 3H, CH,); 7.13-7.36 (m, 4H,
arom.). ~C-NMR (CDCl,): 31.7 (CH,); 116.3; 129.1; 160.9;
164.2 (C arom.); 152.5 (3-C=0); 165.2 (5-C=0). Anal.
(Co.H-N,SOLF) C, H, N, S.

4-(4-Chlorophenyl)-2-methyl-1,2,4-thiadiazolidine-3,3-di-
one (Compound 18).

Reagents: 4-Chlorophenyl isothiocyanate (1.1 g, 6.5
mmol), 35% HCI (3.1 ml), KMnO,, (0.5 g), methyl isocyanate
(0.38 ml, 6.5 mmol).

Conditions: Room temperature, 6 h.

Isolation: filtration of reaction mixture.

Purification: recrystallization from ethanol.

Yield: 0.47 g (30%) as white solid; mp 175-178° C.
"H-NMR (CDCl,): 3.25 (s, 3H, CH,); 7.32-7.44 (2 d, 4H,
arom., J=8.9 Hz). >’C-NMR (CDCl,): 31.7 (CH,); 128.4;
129.6; 131.2; 135.1 (C arom.); 152.3 (3-C=0); 165.0
(5-C=0). Anal. (C,H-N,SO,Cl]) C, H, N, S.

Synthesis of 35-(2-pyridylimino)-1,2,4-thiadiazolidin-3-ones
(compounds 19-22 and 26):
A general method for the synthesis of these compounds 1s

described in Martinez, A.; Castro, A.; Cardelus, I.; Llenas, J.;
Palacios, J. M., Bioorg. Med. Chem., 1997, 5,1275-1283, the

contents of which are incorporated herein by reference
thereto.

3-(4-Ethyl-3-0x0-2-methyl-1,2,4-thiadiazolidin-5-ylidine)
aminopyridine-1-oxide (Compound 23):

A general method for the synthesis of this compound 1s
described in Martinez, A.; Alonso, D.; Castro, A.; Aran, J. V.;
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Cardelus, 1.; Banos, J. E.;: Badia, A., Arch. Pharm. Pharm.
Med. Chem., 1999, 332, 191-194, the contents of which are

incorporated herein by reference thereto.

3-[5-(4-FEthyl-2-methyl-3-0x0)imino-1,2,4-thiadiazolidyl]-
1 -methyl-pyridinium 10dide (Compound 24):

A general method for the synthesis of this compound 1s
described 1n Martinez, A.; Alonso, D.; Castro, A.; Gutierrez-

Puebla, E.; Batos, J. E.; Badia, A., Fur. J. Org. Chem., 2000,
6'75-680, the contents of which are incorporated herein by
reference thereto.

4-Ethyl-3-[1mino-(1-methyl-piperidin-3-yl)]

4-thiadiazolidin-3-One (Compound 25):

A general method for the synthesis of this compound 1s
described in Martinez, A.; Alonso, D.; Castro, A.; Gutierrez-

E.; Badia, A., Fur. J. Org. Chem., 2000,
675-680, the contents of which are icorporated herein by
reference thereto.

Further compounds of formula (II) have been synthesised
and their GSK-3 inhibition tested. These compounds are

Puebla, E.; Baios, J.

listed 1n Table 3a below.

TABLE 3a

-2-methyl-1,2,

N
o/
Com-
pound IC5q
No. R“ R® X Y (UM) Ref.
27 Et Et O O 25 IMC,
JTHC
28 Lt Et O S 20  IMC
29 Bn Bn O O 10 JMC,
JTHC
30  CH,CO,Et Et O O 10 below
31 CH,Ph COPh O O 3 below
32 Ph Et O NH 65 IMC
33 CH,Ph CH,COEt O O 4 below
34  4-CF;Ph Me O O 6 IMC
35 n-Bu Et O O 70 IMC
36 CH,Ph Et O N—OH 6 below
37  3-BrPh Me O O 4 IMC
38  2-BrPh Me O O 6 IMC
39 Ph Et O NCONHEt 75 IMC
40  Ph CO,Et S NCO,Et >10  IMC
41 CH,CH-,Ph Et O O & below
42  CH,Ph H O O 50 below
43  Ph Et O O 6 ACIE
44  CH,CO,Et CH,CO;Et O O 4 below
45 CHCO,Et Me O O 2 Dbelow
46  CH,CO5Et  1Pr O O 7 below
47  CH>CO,Et Bz O O 4 below
48  Naphthyl Me O O 3 IMC
49  4-NO,-Ph Et O O 8.5 below
50 Ph Et O N—OH 100 below
51 CH,Ph 1Pr O O 10 below
52 Ph Ph O O & ACIE
53  4-MeOPh Et O O below
54  4-MePh Et O O below
55 4-BrPh Lt O O below

The synthesis of the known compounds depicted 1n Table
3a 1s described 1n the following publications, the contents of

which are incorporated herein by reference thereto:

JIMC: Martinez, A; Alonso,

Moreno, F. J. J. Med. Chem. (2002) 45:1292-1299.
JTHC: J. Heterocyclic Chem. (1984) 21:241.
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ACIE: Angew Chem. Int. Ed. (1966) 5:672.
The synthesis of the new compounds depicted in Table 3a
1s described below.

4-(Ethoxycarbonylmethyl)-2-ethyl-1,2,4-thiadiazolidine-3,
S-dione (Compound 30):

Reagents: Ethyl 1sothiocyanatoacetate (0.8 ml, 6.5 mmol),
35% HCI (3.1 ml), KMnO, (0.5 g), ethyl 1socyanate (0.51 ml,
6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: filtration of reaction mixture.

Purification: recrystallization from hexane.

Yield 0.52 g (34%) as white solid; mp 62-63° C. "H-NMR
(CDCl,): 1.3 (t, 3H, CH,CO,CH,CH,, J=7.1 Hz); 1.3 (t, 3H,
CH,CH,, J=7.1 Hz); 3. 7 (c, 2H CH,CH,, J=7.1 Hz); 4.2 (c,
2H, CH,CO,CH,CH,, J=7.1 Hz); 44 (s, 2H,
CHZCOZCHECHS). BC-NMR (CDCl,): 13.7 (CH,CH,);

140 (CH,CO,CH,CH;); 40.1 (CH,CH;); 42.6
(CH,CO,CH,CH,); 62.1 (CH,CO,CH,CH,); 152.0
(3-C—=0); 165.7 (5-C=0); 166.4 (CO,). Anal.

(C.H,,N,SO,)C, H, N, S.

2-Benzoyl-4-benzyl-1,2,4-thiadiazolidine-3,5-dione (Com-
pound 31)
Reagents: Benzyl 1sothiocyanate (0.86 ml, 6.5 mmol), 35%

HC1 (3.1 ml), KMnO, (0.5 g), benzoyl 1socyanate (0.81 ml,
6.5 mmol).

Conditions: Room temperature, 9 h.
Isolation: solvent evaporation.

Purification: silica gel column chromatography using

AcOEt/Hexane (1:10).

Yield: 0.2 g (10%) as white solid. "TH-NMR (CDCl.,): 4.8
(s, 2H, CH,-Ph); 7.3-7.7 (m, 10H, arom.). '*C-NMR
(CDCl,): 45. 9 (CH,-Ph); 127.9; 128.5; 128.8; 129.0; 129.2;
132.9;134.3 (Carom); 149.0(3 C 0); 164. 7(COPh) 166. 5
(S-C:O). Anal. (C,H,,N,SO,) C, H, N, S.

4-Benzyl-2-(Ethoxycarbonylmethyl)-1,2,4-thiadiazolidine-
3,5-dione (Compound 33):

Reagents: Benzyl 1sothiocyanate (0.86 ml, 6.5 mmol), 35%
HCI (3.1 ml), KMnO,, (0.5 g), Ethyl 1socyanatoacetate (0.73
ml, 6.5 mmol).

Conditions: Room temperature, 9 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:6).

Yield: 0.75 g (39%) as colorless oil. "H-NMR (CDCIB)
1.25 (t, 3H, CH,CO,CH,CH,, J=7.1 Hz); 4.21 (c, 2H,
CH,CO,CH C{3, J 7.1 Hz);, 430 (s, 2H,
CH,CO,CH,CH,); 4.8 (s, CH,-Ph); 7.3-7.5 (m, 5H, arom.).
13C-NMR (CDCIB) 137 (CH,CO,CH,CH,); 45.3
(CH,CO,CH,CH,); 45.7 (CH,-Ph); 127.3; 128.3; 128.4;
1347 (C arom.); 153.3 (3-C=0); 163.7 (5-C=0); 166.8
(CH,CO,CH,CH,). Anal. (C,;H,,N,SO,) C, H, N, S.

4-Benzyl-2-ethyl-1,2,4-thiadiazolidine-3-one-5-oxime
(Compound 36):

Reagents: 5-chloro-4-benzyl-2-ethyl-3-0x0-1,2,4-thiadia-
zoltum chloride (1.24 g, 4.5 mmol), hydroxylamine hydro-
chloride (0.35 g, 5 mmol), pyridine (0.8 ml, 10 mmol).

Conditions: Room temperature, 12 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:6).

Yield: 0.10 g (9%) as yellow oil. "H-NMR (CDCl,): 1.22
(t, 3H, CH,CH,, J=7.1 Hz); 3.60 (c, 2H, CH,CH;, J=7.1 Hz);
4.78 (s, 2H, CH,Ph); 6.57 (s, 1H, N—OH); 7.24-7.40 (m, 5H,
arom). ">C-NMR (CDCl,): 13.5 (CH,CH,); 40.2 (CH,CH,);
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46.9 (CH,Ph); 127.8; 128.4; 128.5; 135.2 (C arom.); 152.2
(3-C—0); 154.6 (5-C—NOH). Anal. (C, ,H,,N,SO.) C, H,
N, S.

2-Ethyl-4-phenethyl-1,2,4-thiadiazolidine-3,5-dione (Com-
pound 41).

Reagents: phenethyl 1sothiocyanate (0.97 ml, 6.5 mmol),
35% HCI (3.1 ml), KMnQO, (0.5 g), ethyl 1socyanate (0.51 ml,
6.5 mmol).

Conditions: Room temperature, 10 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using

AcOEt/Hexane (1:6).

Yield: 0.26 g (16%) as yellow oil. "H-NMR (CDCl,): 1.22
(t, 3H, CH,CH,, J=7.1 Hz); 2.95 (m, 2H, CH,CH,Ph); 3.63
(c,2H, CH,CH,;, J=7.1 Hz); 3.89 (m, 2H, CH,CH,Ph); 7.20-
7.29 (m, 5H, arom). >C-NMR (CDCL,): 13.6 (CH,CH,);
33.6 (CH,CH,Ph); 39.9 (CH,CH,Ph); 43.5 (CH,CH,);
126.6; 128.5;128.8; 137.3 (C arom.); 152.7 (3-C=0); 165.7
(5-C=0) Anal. (C,,H,,N,SO,) C, H, N, S.

4-Benzyl-1,2,4-thiadiazolidine-3,5-dione (Compound 42).

Reagents: Benzyl 1sothiocyanate (0.81 ml, 6.5 mmol), 35%
HCI (3.1 ml), KMnO, (0.5 g), ethyl 1socyanatotformate (0.69
ml, 6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: Deprotection in situ of the nitrogen with acid
conditions.

Purification: preparative centrifugal circular thin layer
chromatography (CCTLC) using CH,CI1,,.

Yield: 0.01 g (1%) as colourless oil. 'H-NMR (CDCl,): 4.4
(s, 2H, CH,Ph); 6.1 (br, NH); 7.1-7.3 (m, 5H, arom.). "C-
NMR (CDCly): 51.1 (CH,Ph); 127.1; 128.3; 129.2; 139.6 (C
arom.); 152.1 (3-C=0); 165.6 (5-C=0). Anal.
(CoHN,SO,) C, H, N, S.

4-(Ethoxycarbonylmethyl)-2-(ethoxycarbonylmethyl)-1,2,
4-thiadiazolidine-3,5-dione (Compound 44).

Reagents: Ethyl 1sothiocyanatoacetate (0.8 ml, 6.5 mmol),
35% HCI (3.1 ml), KMnO, (0.5 g), ethyl 1socyanatoacetate
(0.73 ml, 6.5 mmol).

Conditions: Room temperature, 9 h.

Isolation: solvent evaporation.
Purification: silica gel column chromatography using

AcOEt/Hexane (1:3).

Yield: 0.90 g (48%) as white solid; mp. 72-74° C. '"H-NMR
(CDCl,): 1.25 (t, 3H, "CH,CO,CH,CH,, J=7.1 Hz); 1.26 (X,
3H, CH,CO,CH,CH,, J—7 1 Hz);, 4.18 (c, 2H,
"CH,CO, CH CH3, I=7.1 Hz);, 420 (¢, 2H,
CH, CO CH ,CH,, I1=7.1); 43 (s, 2H, "CH,CO,CH,CH;);
4.4 (s, 2H CH,CO,CH,CH,). *C-NMR (CDC13) 14.0

(’CHQCOECHECH_@); 140 (CH,CO,CH,CH,); 42.7
(CH,CO,CH,CH,); 45.6 (CH,CO,CH,CH,); 62.1
CCH,CO,CH,CH,); 62.1 (CH,CO,CH,CH,); 153.0

(3-C—0); 165.7 (5-C=0); 166.1 (CH,CO,CH,CH,); 166.8
("CH,CO,CH,CH.,). Anal. (C,,H,.N,SO,) C, H, N, S.

4-(Ethoxycarbonylmethyl)-2-methyl-1,2,4-thiadiazolidine-
3,5-dione (Compound 45).

Reagents: Ethyl 1sothiocyanatoacetate (0.8 ml, 6.5 mmol),
35% HCI (3.1 ml), KMnO, (0.5 g), methyl 1socyanate (0.38
ml, 6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: filtration of reaction mixture.

Purification: recrystallization from hexane.

Yield 0.28 g (20%) as white solid; mp 67-69° C. '"H-NMR
(CDCl,): 1.3 (t,3H, CH,CO,CH,CH,, J=7.1 Hz); 3.2 (s, 3.
CH,); 4.2 (¢, 2H, CH CO CH ,CH,, J=7.1 Hz); 4.4 (s,
CH,CO,CH,CH,). 13C NMR (CDCl,):

-,
2H,
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(CH,CO,CH,CH,); 31.5 (CH,); 42.7 (CH,CO,CH,CH,):;
62.1 (CH,CO,CH,CH,); 152.6 (3-C—0); 166.4 (5-C—0):
166.4 (CO,). Anal. (C,H,,N,SO,) C, H, N, S.

4-(Ethoxycarbonylmethyl)-2-1sopropyl-1,2,4-thiadiazoli-
dine-3,5-dione (Compound 46).

Reagents: Ethyl 1sothiocyanatoacetate (0.8 ml, 6.5 mmol),
35% HC1 (3.1 ml), KMnO,, (0.5 g), 1sopropyl 1socyanate (0.64
ml, 6.5 mmol).

Conditions: Room temperature, 9 h.

Isolation: filtration of reaction mixture.

Purification: recrystallization from hexane.

Yield: 0.48 g (30%) as white solid; mp 80-82° C. "H-NMR
(CDCl,): 1.3 (t,3H, CH,CO,CH,CH,, J=7.1 Hz); 1.3 (d, 6H,
CH(CH,),, J=7.1 Hz); 3 8 (sp,, 1H, CH(CH,),, I=7.1 Hz); 4.1
(c, 2H, CH,CO,CH,CH,, J=7.1 Hz); 44 (s, 2H,
CH,CO,CH,CH,). PC-NMR (CDCl,): 13.6
(CH,CO,CH,CH,); 20.1(CHCH,CH,); 45.1 (CHCH,CH,);
48.2 (CH,CO,CH,CH,); 59.2 (CH,CO,CH,CH,); 153.0
(3-C=0); 165.6 (5-C=0); 1673 (CO,). Anal.
(CoH,,N,SO,) C, H, N, S.

2-Benzoyl-4-(ethoxycarbonylmethyl)-1,2,4-thiadiazolidine-
3,5-dione (Compound 47).

Reagents: Ethyl 1sothiocyanatoacetate (0.8 ml, 6.5 mmol),
35% HCI1 (3.1 ml), KMnQO, (0.5 g), benzoyl 1socyanate (0.81
ml, 6.5 mmol).

Conditions: Room temperature, 9 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:5).

Yield: 0.07 g(4%) as colorless oil. 'H-NMR (CDCl,): 1.26
(t, 3H, CH,CO,CH,CH;, J=7.1 Hz); 4.2 (c, 2H,
CH,CO,CH,CH,, J=7.1 Hz); 4.4 (s, 2H, CH,CO,CH,CH,);

7477 (m, 5H, arom). “C-NMR (CDCly): 13.9
(CH,CO,CH,CH,); 423 (CH,CO,CH,CH,); 624
(CH,CO,CH,CHs,); 127.9; 129.2; 131.7; 133.1 (C arom);

148.6 (3-C=—0); 164.4 (5-C—0); 166.4 (CH,CO,CH,CH,):
165.7(CO—Ph). Anal. (C,,H,,N,SO.)C, H, N, S.

2-Ethyl-4-(4-nitrophenyl)-1,2,4-thiadiazolidine-3,5-dione
(Compound 49).

Reagents: 4-nitrophenyl isothiocyanate (1.17 g, 6.5
mmol), 35% HCI (3.1 ml), KMnO, (0.5 g), ethyl 1socyanate
(0.51 ml, 6.5 mmol) in THF.

Conditions: Room temperature, 10 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using

AcOEt/Hexane (1:4).

Yield: 0.26 g (11%) as yellow solid; mp. 117-118° C.
"H-NMR (CDC1,): 1.34 (t, 3H, CH,CH,, J=7.1 Hz); 3.77 (c,
2H, CH,CH,, J=7.1 Hz); 7.6-8.4 (m, 5H, arom). '>C-NMR
(CDCl ): 13.6 (CH,CH,; 40.3 (CH,CH,); 124.3; 127.6;
137.9; 147.1 (C arom.); 150.9 (3-C=0); 164.8 (5-C=0).
Anal. (C10H9N3SO4) C,H, N, S.

2-Ethyl-4-phenyl-1,2,4-thiadiazolidine-3-one-5-oxime
(Compound 350).

Reagents: 5-chloro-4-phenyl-2-ethyl-3-ox0-1,2,4-thiadia-
zolium chloride (1.24 g, 4.5 mmol), hydroxylamine hydro-
chloride (0.35 g, 5 mmol), pyridine (0.8 ml, 10 mmol).

Conditions: Room temperature, 12 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:4) first, and then preparative centrifugal
circular thin layer chromatography (CCTLC) using AcOEt/
Hexane (1:3).

Yield: 0.13 g (12%) as yellow solid; mp. 115-117° C.
"H-NMR (CDCl,): 1.28 (t, 3H, CH,CH,, J=7.1 Hz); 3.64 (c,
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2H, CH,CH,, J=7.1 Hz); 6.65 (s, 1H, N—OH); 7.24-7.50 (m,
5H, arom). “*C-NMR (CDCL,): 13.4 (CH,CH,); 40.2

(CH,CH,); 127.0; 128.6; 129.2; 133.8 (C arom.); 152.4
(3-C—0); 153.5 (5-C=NOH). Anal. (C,,H,,N,SO,) C, H,
N, S.

4-Benzyl-2-1sopropyl-1,2,4-thiadiazolidine-3,5-dione
(Compound 351).

Reagents: Benzyl isothiocyanate (0.81 ml, 6.5 mmol), 35%
HCI1 (3.1 ml), KMnO, (0.5 g), 1sopropyl 1socyanate (0.64 ml,
6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using

AcOEt/Hexane (1:3).

Yield: 0.50 g (31%) as yellow oil. 'TH-NMR (CDCl,): 1.2
(d, 6H, CH(CH,),, J=6.6 Hz); 4.7 (sp, 1H, CH(CH,),, J=6.6
Hz); 4.8 (s, 2H, CH,Ph); 7.2-7.4 (m, 5H, arom.). ">C-NMR
(CDCl,): 21.2 ((CH,),CH); 45.5 (CH(CH,),); 47.0 (CH,Ph);
127.8;128.4; 128.5;135.0 (C arom.); 151.9 (3-C=0); 163.8
(5-C=0). Anal. (ClZHMNZSOZ) C,H, N, S.

2-Ethyl-4-(4-methoxyphenyl)-1,2,4-thiadiazolidine-3,5-d1-
one (Compound 53).

Reagents: 4-Methoxyphenyl 1sothiocyanate (0.89 ml, 6.5
mmol), 35% HCI (3.1 ml), KMnO, (0.5 g), ethyl 1socyanate
(0.51 ml, 6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:4).

Yield: 0.344 g (21%) as white solid. "H-NMR (CDCl,): 1.2
(t, 3H, CH,CH,, J=7.2 Hz); 3.6 (¢, 2H, CH,CH,, J=7.2 Hz);
3.7 (s, 3H, p-CH,O—Ph); 6.9-7.2 (2 d, 4H, arom., J=9.4 Hz).
C-NMR (CDCl,): 14.2 (CH,CH,); 40.6 (CH,CH.,); 55.8
(p-CH,O—Ph); 114.7; 125.6; 128.7; 159.9 (C arom.); 152.4
(3-C=0); 165.8 (5-C=0). Anal. (C,,H,,N,SO,)C,H, N, S.

2-Ethyl-4-(4-methylphenyl)-1,2,4-thiadiazolidine-3,5-dione
(Compound 54).

Reagents: 4-Methylphenyl 1sothiocyanate (0.88 ml, 6.5
mmol), 35% HCI (3.1 ml), KMnO,, (0.5 g), ethyl 1socyanate
(0.51 ml, 6.5 mmol).

Conditions: Room temperature, 8 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:4).

Yield: 0.37 g (25%) as white solid. 'H-NMR (CDCl,): 1.3
(t, 3H, CH,CH,, J=7.3 Hz); 2.4 (s, 3H, p-CH;—Ph); 3.7 (c,
2H, CH,CH,, J=7.3 Hz); 7.20-7.34 (m, 4H, arom.). “C-
NMR (CDCl,): 13.9 (CH,CH,); 21.3 (p-CH,—Ph); 40.3
(CH;CH,); 126.8; 129.8; 129.9; 139.1 (C arom.); 152.0
(3-C=0);165.4 (5-C=0). Anal. (C,,H,,N,SO,)C,H, N, S.

(4-Bromophenyl)-2-ethyl-1,2,4-thiadiazolidine-3,5-dione
(Compound 355).

Reagents: 4-Bromophenyl 1sothiocyanate (1.4 g, 6.5
mmol), 35% HCI (3.1 ml), KMnO, (0.5 g), ethyl 1socyanate
(0.51 ml, 6.5 mmol).

Conditions: Room temperature, 9 h.

Isolation: solvent evaporation.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:4).

Yield: 0.256 g (13%) as white solid. "H-NMR (CDCl,): 1.3
(t, 3H, CH,CH,, J=7.2 Hz); 3.7 (c, 2H, CH,CH,, J=7.2 Hz);
7.3-7.6 (2 d, 4H, arom., J=8.8 Hz). ">’ C-NMR (CDCl,): 13.8
(CH,CH,); 40.4 (CH,CH,); 122.9; 128.5; 131.5; 132.3 (C
arom.); 1514 (3-C=0); 164.9 (5-C=0). Anal.
(C,HoN,SO,Br) C, H, N, S.
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(GSK-3 inhibition: The experiments of inhibition were also
performed at vanable concentrations of ATP (up to 50 uM)
and 1n all cases the same value of IC., were obtained. Thus
could suggest that thiadiazolinediones do not compete with
ATP 1n the binding to GSK-3.

The first four compounds were assayed for inhibition of
other enzymes.

Protein kinase A (PKA) inhibition: The potential inhibition
of this enzyme 1s evaluated by determining the esthatmine
phosphorylation by the protein kinase A (PKA). The esthat-
mine was puriiied following the procedure described by Bel-
mont and Mitehinson (Belmont, L. D.; Mitchunson, T. J.
“Identification of a protein that mteract with tubulin dimers
and increases the catastrophe rate of microtubule”, Cell,
1996, 84, 623-631).

Concretely, 1t was used purified PKA (Sigma, catalytic
subunit from bovine heart (p 2645)) and 10-15 ug of substrate
(esthatmine) 1 a 25 ul total volume of buffer solution con-
taining 20 uM (y-"*P)ATP. The cAMP kinase protein (100

ng/reaction) was performed in 50 ul of 25 mM hepes, pH 7.4,
20 mM MgCl,, 2 mM EGTA, 2 mM dithiothreitol, 0.5 mM
Na,VO,. After the reaction took place, a quenching buifer
was added, the reaction mixture was boiled at 100° C. during
5 minutes and the phosphorylated protein was characterized
by gel electrophoresys and quantified by autoradiographia.

In these conditions none of the compounds assayed showed
any inhibition of PKA.

Protein kinase C (PKC) inhibition: The potential inhibition
of this enzyme 1s evaluated by determining the phosphoryla-
tion of the peptide PANKTPPKSPGEPAK (Woodgett, J. R.
“Use of peptides for affinity purification of protein-serine
kinases™, Anal. Biochem., 1989, 180, 23°7-241) by the protein
kinase C (PKC) using phosphatidyl serine as stimulating
agent. The method followed 1s the same described above for
GSK-3.

Concretely, 1t was used PKC purified from rat brains fol-
lowing the method described by Walsh (Walsh, M. P.; Valen-
tine, K. A.; Nagi, P. K.; Corruthers, C. A.; Hollenberg, M. D.
Biochem. J.,1984,224,117-127)and 1-10 mM of substrate in
a total volume of 25 ul of adecuated butlier solution containing
10 uM (y-"°P)ATP.

In these conditions none of the compounds assayed showed
any inhibition of PKC.

Casein kinase 2 (CK-2) inhibition: The phosphorylating
activity of this enzyme against esthatmine has been measured
using CK-2 purified from bovine brains, following the
method described by Alcazar (Alcazar, A.; Marin, E.; Lopez-
Fando, I.; Salina, M. “An improved purification procedure
and properties of casein kinase II from brain™, Neurochem.
Res., 1988, 13, 829-836), with 3.6 uM of substrate in a total
volume of 25 ul of an adequate butfer solution containing 20
uM (y->*P)ATP. The CK-2 assays were performed with est-
hatmine as substrate (see PKA determination) 1in 50 ul of 25
mM Hepes, pH 7.4, 20 mM MgCl,, 2 mM EGTA, 2 mM
dithiothreitol, 0.5 mM Na,VO,, and 100 ng of purified CK-2.
After the reaction took place, 1t was followed the same
method described for PKA.

In these conditions none of the compounds assayed showed
any inhibition of CK-2.

Cyclin dependent protein kinase 2 (Cdc2) inhibition: The
phosphorylating activity of this enzyme against histone H1
has been measured using Cdc2 (Calbiochem) following the
method described by Kobayashi (Kobayashi, H.; Stewart, E.;
Poon, R.Y.; Hunt, T. “Cyclin A and cyclin B dlssocm‘[e from
p34cdc?2 With half-times of 4 and 15 h, respectively, regard-
less of the phase of the cell cycle”, J. Biol. Chem., 1994, 269,

291353-29160), with 1 pg/ul of substrate 1n a total volume of
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25 ul of the adequate buffer solution containing 20 uM (y->"P)
ATP. The Cdc2 assays were performed with histone H1 as
substrate (see PKA determination) in 50 ul of buffer pH 7.3,
S0 mM Tris-HCIL, 10 mM Cl,Mg, 1 mM DTT, 1 mM EGTA,
100 uM ATP, 0.01% BRIJ-33. After the reaction took place, 1t
was followed the same method described for PKA.

In these conditions none of the compounds assayed showed

any inhibition of Cdc2.

Example 2

Analysis of the Neurites Growth After the Drug
Treatment

Cells were maintained in a Dulbecco medium (DEMEM)
with a 10% fethal bovine serum, glutamine (2 mM) and
antibiotics. For the analysis of the potential GSK-3 inhibition
in vivo, mice neuroblastoms N, A cultures (Garcia-Perez, I.;
Avila, J.; Diaz-Nido, J. “Lithium imnduces morphological dit-
ferentiation of mouse neuroblastoma”, J. Neurol. Res., 1999,
57, 261-2770) were used. The test compounds were added to
these cells cultures. This cell line has the particulanty of
expressed a certain kind of neuronal phenotype (neuritic
extensions) after the addition of lithium chloride (10 mM), a
known GSK-3 inhibitor. After 2-3 days of culture, 1t was
check the effect of the tested compounds gathered in table 1.
It was observed that the generation ol neuritic extension in the
same extension than when lithium was added. That fact con-
firms the 1 vivo GSK-3 inhibition of the compounds of the
invention.

Example 3
Cell Cycle Blockade

In parallel, the potential interference of these compounds
with the cell cycle was studied on N, A cells. The cell culture
was maintained i a Dulbecco medium (DEMEM) with a
10% tethal bovine serum, glutamine (2 mM) and antibioftics.

The first four compounds of general formula (I) gathered 1n
Table 3 were assayed 1n the described conditions and shown
ability to inhibit the cell cycle at an inhibitor concentration
comprised between 100 nM and 1 uM. The cellular blockade
was 1nitially observed at concentrations comprised between
100-200 nM and was totally effective at 1 uM.

The tested compounds was non toxic 1n stationary fibro-
blast culture MRC-5 after 10 days of continue exposure to the

inhibitors.

Example 4
(GSK-3 Inhibition of Further Compounds

(GSK-3 Inhibition Data

TABLE 4
Family Compound IC50 (ULM)
A Oy /_’i .0 1-A =100
B Oy i‘: .0 1-B 12
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TABLE 4-continued

Family Compound IC 56 (UM)
D R R =H (1-D) 6
| R = CH,Ph (2-D) 1
OWO R =Me (3-D) 5
E R R=H;X,Y=0(1-E) >100
\ R =CH,Ph; X,Y = O (2-E) >100
X N v R=CH,Ph; X=0;Y=H >100
v (3-E)

F R R =H (1-F) >100
| R = CH,Ph (2-F) >100

O N O
G R R =H (1-G) >100
\ R =Me (2-G) >100
0O N g R=CH,CO,H (3-G) >100
R = CH,Ph (4-G) 25
R = CH,CH,Ph (5-G) 35
g R = CH,COPh (6-G) 50
H Ph R =H (1-H) >100
| R = Me (2-H) >100

OYNYO

N—N
/ \

R R

Detailed Synthesis of some of the Compounds Depicted 1n
Table 4 (Families A-H)

Synthesis of the Compounds of Family D:

N-Benzylmaleimide (compound 2-D): described
Walker, M. A., Tetrahedron Lett., 1994, 35, 665-668.

1n

Synthesis of the Compounds of Family G:

(4-ox0-2-thioxo-thiazolidin-3-yl)-acetic acid (compound
3-G): Girard, M. L.; Dreux, C., Bull. Soc. Chim. Fr, 1968,
3461-3468.

3-Benzyl-2-thioxo-thiazolidin-4-One (Compound 4-G):
Reagents: Rhodanine (53 mg, 0.4 mmol), tricthylamine

(0.05 ml) and benzyl bromide (68 mg, 0.4 mmol) in 25 ml of
acetone.

Conditions: Refluxed for 6 h.

Isolation: Add water and extract with ethyl acetate (3x3
ml).

Purification: preparative centrifugal circular thin layer
chromatography (CCTLC) using CH,Cl,/Hexane (2:1).

Yield: 10 mg (10%) as yellow oil. '"H-NMR (CDCI,): 3.9
(s,2H); 5.2 (s, 2H, CH,Ph); 7.3-7.4 (m, 5H, arom). '*C-NMR
(CDCl,): 35.4 (CH,); 47.6 (CH,Ph); 128.2; 128.6; 129.1;
1347 (C arom); 153.8 (C=0); 173.8 (C=S). Anal.
(C,cHoNS,O) C, H, N, S.
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An alternative method for the synthesis of this compound s
described 1n J. Parkt. Chem., 1910, 81, 456, the contents of
which are imcorporated herein by reference thereto.

3-Phenethyl-2-thioxo-thiazolidin-4-One (Compound 5-G):

Reagents: Rhodanine (133 mg, 1 mmol), tricthylamine
(0.14 ml) and phenethyl bromide (0.14 ml, 1 mmol) in 25 ml
ol acetone.

Conditions: Refluxed for 12 h.

Isolated: Add water and extract with ethyl acetate (3x10
ml).

Purification: preparative centrifugal circular thin layer

chromatography (CCTLC) using CH,Cl,/Hexane (2:1).

Yield: 10 mg (4%) as yellow oil. "H-NMR (CDCIl,): 2.9 (1,
2H, CH,CH,Ph, J=8.1), 3.9 (s, 2H); 4.2 (s, 2H, CH,CH,Ph,
J=8.1); 7.4-7.9 (m, 5H, arom). "*C-NMR (CDCL,): 32.6
(CH,CH,Ph); 35.3 (CH,); 45.7 (CH,CH,Ph); 126.8; 128.6:
128.6; 137.4 (C arom); 173.5 (C=0); 200.9 (C=S). Anal.
(C,,H,;NS,0O)C, H, N, S.

An alternative method for the synthesis of this compound s
described 1n: Buck, Leonard, J. Am. Chem. Soc., 1931, 53,
2688-2690, the contents of which are incorporated herein by
reference thereto.

3-Phenacyl-2-thioxo-thiazolidin-4-One (Compound 6-G):

Reagents: Rhodanine (133 mg, 1 mmol), K,CO, (excess)
and acetophenone bromide (199 mg, 1 mmol) 1n 25 ml of
acetone.

Conditions: Stirred at room temperature for 3 h.

Isolation: Filtration of the carbonate and evaporation of the
solvent to dryness 1n vacuo.

Purification: preparative centrifugal circular thin layer
chromatography (CCTLC) using CH,CI,.

Yield: 38 mg (15%) as brown oil. 'H-NMR (CDCl.,): 3.9 (s.
2H); 4.2 (s, 2H, CH,COPh); 7.4-7.9 (m, 5H, arom). °C-
NMR (CDCl,): 37.6 (CH,); 45.3 (CH,COPh); 128.6; 128,7;
133.5; 135.3 (C arom); 170.5 (C=0); 194.1 (CH,COPh);
197.6 (C=NS). Anal. (C, H,NS,O,) C, H, N, S.

Further compounds of formula (II1) have been synthesised
and their GSK-3 inhibition tested. These compounds are
listed 1 Tables 4a and 4b below.

Table 4a

This lists further compounds of Family D 1n Table 4 above,
ie those compounds of formula:

wherein R 1s as listed in the Table.
Compound No. R GSK-3p ICsq (M)

4-D (CH,),Ph ,
5-D (CH,);Ph 3
6-D (CH,)<Ph 3
7-D p-OCH,-Bn 2.5
R-D p-OCH,—(CH,)-Ph 3
9-D CH,CO,Et 3

General Method for the Synthesis of N-alkyl-maleimides

This method 1s described 1n: Walker, M. A., Tetrahedron
Lett., 1995, 35, 665-668, the contents of which are incorpo-
rated herein by reference thereto.
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A 50 ml round bottom flask was charged with Ph,P to
which was added 25 ml of dry THF. The resulting clear
solution was cooled to =70° C. under a nitrogen atmosphere.
DIAD or DEAD, depending on the case, was added over 2-3
min. The yellow reaction mixture was stirred 5 min after
which the corresponding alkyl alcohol was added over 1 min
and stirred for 5 min. Maleimide was then added to the reac-
tion mixture as solid. The resulting suspension was allowed to
remain at —70° C. for 5 min, during which time most of the
maleimide dissolved. The cooling bath was then removed,
and the reaction was stirred overnight at ambient temperature.
The solvent was evaporated to dryness 1n vacuo and the resi-
due purified by silica gel column chromatography using as
cluant mixtures of solvents in the proportions indicated for
cach particular case.

N-phenethylmaleimide (compound 4-D): Walker, M. A.,
letrahedron Lett., 1995, 35, 665-668.

N-(3-phenylpropyl)maleimide (Compound 5-D):
Reagents: Ph,P (0.65 g, 2.5 mmol), DIAD (0.5 ml, 2.5

mmol), 3-phenyl-1-propanol (0.48 ml, 3.75 mmol) and male-
imide (0.24 g, 2.5 mmol).

Conditions: Room temperature, overnight.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:4).

Yield: 0.20 g (37%) as white solid; mp 79-80° C. 'H-NMR
(CDCl;): 1.92 (q, 2H, CH,CH,CH,Ph, J=7.1 Hz); 2.60 (,
2H, CH,CH,CH,Ph, J=7.1 Hz); 3.55 (t, 2H, CH,CH,CH,Ph,
I=7.1 Hz); 6.27 (d, 2H, CH=—CH, J=6.4 Hz); 7.12-7.28 (m,
5H, arom). "*C-NMR (CDCl,): 29.6 (CH,_CH,CH,Ph); 32.8
(CH,CH,CH,Ph); 374 (CH,CH,CH,Ph); 125.8; 128.1;
128.2; 140.7 (C arom); 133.7 (C=C); 170.6 (C=0) Anal.
(C,;H,;NO,) C, H, N, S.

N-(3-phenylpentyl )maleimide (Compound 6-D):

Reagents: Ph,P (0.65 g, 2.5 mmol), DIAD (0.5 ml, 2.5
mmol), 5-phenyl-1-pentanol (0.63 ml, 3.75 mmol) and male-
imide (0.24 g, 2.5 mmol).

Conditions: Room temperature, overnight.

Purification: silica gel column chromatography using

AcOEt/Hexane (1:4).

Yield: 0.32 g (52%) as white-yellow solid; mp 49-51° C.
"H-NMR (CDCl,): 1.20-138 (m, 2H, CH,CH,CH,CH,_
CH,Ph); 1.52-2.02 (m, 4H, CH,CH,CH,CH,CH,Ph); 2.57
(t, 2H, CH,CH,CH,CH,_CH,Ph, J=7.3 Hz); 3.5 (t, 2H,
CH,CH,CH,CH,CH,Ph, J=7.3 Hz); 6.65 (d, 2H, CH=—CH,
J=6.4Hz); 7.11-7.28 (m, 5H, arom). ">*C-NMR (CDCl,): 25.9
(CH,CH,CH,_CH,CH,Ph); 28.0 (CH,CH,CH,_
CH,CH,Ph); 30.6 (CH,CH,CH,CH, CH,Ph); 354
(CH,CH,CH,CH,_CH,Ph); 37.3
(CH,CH,CH,CH,CH,Ph); 125.4; 127.9; 128.0; 142.0 (C
arom); 133.6 (C=C); 170.5 (C=0) Anal. (C,-H,-NO,) C,
H, N, S.

N-(p-methoxybenzyl )maleimide (Compound 7-D):
Reagents: Ph,P (1.31 g, 5 mmol), DEAD (0.8 ml, 5 mmol),

p-methoxybenzyl alcohol (0.93 ml, 7.5 mmol) and maleimide
(0.48 g, 5 mmol).

Conditions: Room temperature, overnight.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:3).

Yield: 0.50 g (46%) as white solid; mp. 99-102° C.
"H-NMR (CDCl,): 3.74 (s, 3H, OCH.,); 4.58 (s, 2H, CH,Ph);
6.65 (d, 2H, CH=—CH, J=6.4 Hz); 6.8-7.2 (m, 4H, arom).
SC-NMR (CDCL,): 40.4 (CH.,Ph-OCH,); 54.8 (—OCH,);
113.6; 128.2; 129.5; 158.8 (C arom); 133.8 (C=C); 170.1
(C=0) Anal. (C,,H,,;NO,) C, H, N, S.
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N-(p-Methoxyphenethyl ) maleimide (Compound 8-D)

Reagents: Ph;P (1.31 g, S mmol), DEAD (0.8 ml, 5 mmol),
p-methoxyphenethyl alcohol (1.2 g, 7.5 mmol) and maleim-
ide (0.48 g, 5 mmol).

Conditions: Room temperature, overnight.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:5).

Yield: 0.71 g (60%) as vellow solid; mp. 79-81° C.
"H-NMR (CDCl,): 2.80 (m, 2H, CH,CH,Ph); 3.70 (m, 2H,
CH,CH,Ph); 3.75 (s, 3H, OCH;); 6.63 (d, 2H, CH=—CH,
J=6.4 Hz), 6.8-7.1 (m, 4H, arom). ">C-NMR (CDCl,): 33.5
(CH,CH,Ph—OCH,); 39.2 (CH,CH,Ph—OCH,); 55.5
(—OCH,;); 114.0; 129.7; 129.9; 1584 (C arom); 133.9
(C=C); 170.5 (C=0). Anal. (C,3;H,;NO;) C, H, N, S.

N-(Ethoxycarbonylmethyl)maleimide (Compound 9-D)
Reagents: Ph,P (1.31 g, S mmol), DEAD (0.8 ml, 5 mmol),

cthyl glycollate (0.71 ml, 7.5 mmol) and maleimide (0.48 g, 5
mmol).

Conditions: Room temperature, overnight.

Purification: silica gel column chromatography using
AcOEt/Hexane (1:3).

Yield: 0.30 g (33%) as colourless oil. "H-NMR (CDCl,):
1.25 (t, 3H, CH,CO,CH,CH,, J=7.1 Hz); 4.20 (c, 2H,

CH,CO,CH,CH,, J=7.1 Hz), 424 (s, 2H..
CH,CO,CH,CH,); 6.76 (d, 2H, CH=—CH, J=6.4 Hz). *C-
NMR (CDCL): 137 (CH,CO,CH,CH,); 384

(CH,CO,CH,CH,); 61.5 (CH,CO,CH,CH,); 134.3 (C—C):
166.9 (CO.); 169.6 (C=0). Anal. (C,H,NO,) C, H, N, S.

TABLE 4b

This lists the activity of further compounds of Family G 1n Table 4 above,
ie those compounds of formula:

wherein R is as listed in the table.

Compound No. R GSK-3PB IC5, (uM)
7-G NH, >100
8-G CH,(4-MeO-Ph) 65

(GSK-3 mhibitors: For compounds belonging to family D,
the GSK-3 inhibition experiments were also performed at
variable concentrations of ATP (up to 50 uM) and 1n all cases
the same value of IC, were obtained. Thus could suggest that

these compounds do not compete with ATP 1n the binding to
GSK-3.

Example 5

Cell Cycle Blockade

The 1C;, for some of the compounds tested in N, A cell
cultures are gathered in Table 5 below.
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(II)

X S R?
\/ N
N
/ /\\

R Y
R“ R? X Y ICs (UM)
CH,Ph Me O O 4-8
Et Me O O 40-100
Et nPr O O 5-10
Et cyclohexyl O O 6-9
Ph Me O O 4-7
CH,CO,Et Me O O 1-2
4-OMePh Me O O 1-2
CH,Ph Ft O O 4-7
CH,Ph CH,Ph O O 2-3
Et Ft O O 30-80
CH,Ph CH,Ph O S 1-2
Ph Ph O S 4-8

The invention claimed 1s:

1. A method for the treatment of Alzheimer’s disease,
comprising administering to a human 1n need of such treat-
ment an effective amount of a compound of general formula

(1I):

(1)

X S R?
N 2
Y N..-"
—
/
RE Y

wherein:

R“and R” are independently selected from hydrogen, alkyl,
cycloalkyl, haloalkyl, aryl, -(Z), -aryl, —OR>, —C(O)
R, —C(O)OR’,-(Z),—C(O)OR”> and —S(O) —,

Z is independently selected from —C(R)(R*)—.
—C(0O)—, —O0—, —C(=NR>)—, —S(O)— and
NR)—

n 1S Zero, one or two;

t 1S zero, one or two;

R and R*are independently selected from hydrogen, alkyl,
and aryl; and

X and Y are independently selected from —O, and —S.

2. The method of claim 1, wherein R* and R” are indepen-
dently selected from hydrogen; alkyl; cycloalkyl; aryl,
optionally substituted with a group selected from alkyl, halo
and alkoxy; —C(R*)(R™)-ary], the aryl part being optionally
substituted with a group selected from alkyl, halo and
alkoxy); —OR’>, —C(O)OR” and —C(R”)(RH)—C(O)OR”,
and R> and R* are independently selected from hydrogen and
alkyl.

3. The method of claim 2, wherein R* and R” are indepen-
dently selected from alkyl; aryl, optionally substituted with a
group selected from alkyl halo and alkoxy; —CH,-aryl, the
aryl part being optionally substituted with a group selected
from alkyl, halo and alkoxy; and —CH,—C(O)OR”, and R*
1s hydrogen or alkyl.

4. The method of claim 3, wherein R* and R” are indepen-
dently selected from methyl; ethyl; propyl; benzyl; phenyl,
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optionally substituted with a group selected from methyl,
fluoro, chloro, bromo and methoxy; and —CH,—C(O)O-
cthyl.

5. The method of claim 1, wherein X 1s —0O.

6. The method of claim 5, wherein X 1s —0O and Y 1s —0.
7. The method of claim 2, wherein:

X 1s —O.,

8. The method of claim 7, wherein:

R? and R” are independently selected from methyl; ethyl;
propyl; benzyl; phenyl, optionally substituted with a
group selected from methyl, fluoro, chloro, bromo, and
methoxy; and —CH,—C(O)O-ethyl;

X 18 —0; and

Y 15 =0.

9. The method of claim 1, wherein the compound 1s:

R“ R? X Y
CH,Ph Me O O
Et Me O O
Ph Me O O
CH,CO,Et Me O O
4-OMePh Me O O
4-MePh Me O O
4-BrPh Me O O
4-FPh Me O O
4-ClPh Me O O
CH,Ph CH,Ph O S
Ph Ph O S.

10. The method of claim 1, wherein the compound 1s:

O

H2C4< gZ
/ S
O N O
/
H,C
-
\
O C
/

H;C

H;

11. The method of claim 1, comprising administering to a
human 1n need of such treatment an effective amount of a
compound of general formula (II) and a pharmaceutically
acceptable carrier or diluent.

12. The method of claim 1, wherein

R 1s benzyl;

R” is alkyl; and

X and Y are both O.

13. The method of claim 12, wherein R” is n-propyl, n-bu-
tyl, t-butyl, or n-pentyl.

14. The method of claim 12, wherein R” is methyl.

15. The method of claim 12, wherein R” is ethyl.

16. The method of claim 12, wherein R” is i-propyl.

17. The method of claim 1, wherein the compound 1s 2,4-
dibenzyl -5 -oxo-thiadiazolidine-3 -thione.

18. A method for the treatment of non-insulin dependent

(1)

X S R?
N
Y N..-f""
5
/
RE Y

1o Wherein:
R“and R” are independently selected from hydrogen, alkyl,
cycloalkyl, haloalkyl, aryl, -(Z), -aryl, —OR>, —C(O)
R, —C(O)OR’,-(Z),—C(O)OR”> and —S(0O),—,
7 is independently selected from —C(R>)(R*)—,
15 —C(0O)—, —O—, —C(=NR>)—, —S(0)— and
NR?)—;
n 1S Zero, one or two;
t 1S Zero, one or two;
R and R*are independently selected from hydrogen, alkyl,
0 and aryl; and
X and Y are independently selected from —O, and —S.
19. The method of claim 18, wherein:
R“ 1s benzyl;
R” is methyl; and
55 X andY are both O.
20. A method for the treatment of displasias or metaplasias
of tissue, comprising administering to a human in need of
such treatment an effective amount of a compound of general

formula (II):
30
(1)
N
N
» / _Q
R Y
wherein:
.0 Rfand R” are independently selected from hydrogen, alkyl,
cycloalkyl, haloalkyl, aryl, -(Z), -aryl, —OR>, —C(O)
R>, —C(O)OR’,-(Z), —C(O)OR”> and —S(O) —,
Z is independently selected from —C(R)(R*)—.
—C(0)—, —O—, —C(=NR>)—, —S(0O)— and
45 N(R3)—:
n 1S Zero, one or two;
t 1S Zero, one or two;
R* and R*are independently selected from hydrogen, alkyl,
and aryl; and
s X and Y are independently selected from —O, and —S.
21. The method of claim 20,
wherein:
R* 1s benzyl;

R” is methyl; and
55 X andY are both O.
22. A method for the treatment of psoriasis, comprising,

administering to a human 1n need of such treatment an effec-
tive amount of a compound of general formula (1I):

60
(1)

diabetes mellitus, comprising administering to a human 1 65
need of such treatment an effective amount of a compound of

general formula (11):
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wherein:
R? and R” are independently selected from hydrogen, alky],
cycloalkyl, haloalkyl, aryl, -(Z) -aryl, —OR>, —C(O)
R>, —C(O)OR>,-(Z), —C(O)OR” and —S(O)—,

Z is independently selected from —C(R)(R*)—,
—C(O)—, O—, —C(:NR3)—, —S(0)— and
N(R?)—;

n 1S Zero, one or two;

t 1S Zero, one or two;

R” and R™ are independently selected from hydrogen, alkyl,

and aryl; and

X and Y are independently selected from —O, and —S.

23. The method of claim 22, wherein:

R 1s benzyl;

R” is methyl; and

X andY are both O.

24. A method for the treatment of arteriosclerosis, com-
prising administering to a human 1in need of such treatment an
elfective amount of a compound of general formula (1I):

(1)

X S R?
NN o
Y N..-""
—(
/
RA Y

wherein:

R?and R” are independently selected from hydrogen, alkyl,
cycloalkyl, haloalkyl, aryl, -(Z), -aryl, —OR>, —C(O)
R, —C(O)OR?,-(Z) —C(O)OR> and —S(0O) —,

7 is independently selected from —C(R’)(R*)—.
—C(0)—, —O—, —C(=NR’)—, —S(0),— and
NR’)—;

n 1S Zero, one or two;

t 1S zero, one or two;

10

15

20

25

30

35

28

R and R*are independently selected from hydrogen, alkyl,
and aryl; and

X and Y are independently selected from —O, and —S.

25. The method of claim 24, wherein:

R* 1s benzyl;

R” is methyl; and

X and Y are both O.

26. A method for the treatment of restenosis, comprising,
administering to a human 1n need of such treatment an efiec-
tive amount of a compound of general formula (1I):

(1)

X S R?
NN 2
—
/
R4 Y

wherein:

R?and R” are independently selected from hydrogen, alkyl,
cycloalkyl, haloalkyl, aryl, -(Z), -aryl, —OR>, —C(O)
R?, —C(O)OR™>-(Z),—C(O)OR’® and —S(0O),—,

7 is independently selected from —C(R*)(R*—.
—C(0)—, —O0—, —C(=NR’)—, —S(0O),— and
NR’)—;

n 1S Zero, one or two;

t 1S zero, one or two;

R and R*are independently selected from hydrogen, alkyl,
and aryl; and

X and Y are independently selected from —O, and —S.

27. The method of claim 26, wherein:

R“ 1s benzyl;

R” is methyl; and

X and Y are both O.
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